Oxylipins are potent lipid mediators derived from polyunsaturated fatty acids, which play important roles in various biological processes. Being important regulators and/or markers of a wide range of normal and pathological processes, oxylipins are becoming a popular subject of research; however, the low stability and often very low concentration of oxylipins in samples are a significant challenge for authors and continuous improvement is required in both the extraction and analysis techniques. In recent years, the study of oxylipins has been directly related to the development of new technological platforms based on mass spectrometry (LC-MS/MS and gas chromatography-mass spectrometry (GC-MS)/MS), as well as the improvement in methods for the extraction of oxylipins from biological samples. In this review, we systematize and compare information on sample preparation procedures, including solid-phase extraction, liquid-liquid extraction from different biological tissues.
Introduction
Oxylipins are biologically important lipid mediators which are formed by the oxidation of polyunsaturated fatty acids (PUFAs) and include hydroperoxy, hydroxy, oxo and epoxy fatty acids [1] . Oxylipins are produced via three enzymatic pathways in a reaction catalyzed by cyclooxygenase (COX), lipoxygenase (LOX), and cytochrome P450 (CYP450) or via non-enzymatic autoxidation [1, 2] . Oxylipins formed from PUFAs are octadecanoids derived from linoleic acid (18:2n-6; LA) and α-linolenic acid (18:3n-3;ALA), eicosanoids derived from dihomo-γ-linolenic acid (20:3n-6; DGLA), arachidonic acid (20:4n-6; ARA) and eicosapentaenoic acid (20:5n-3; EPA), as well as docosanoids derived from adrenic acid (22:4n-6; AdA) and docosahexaenoic acid (22:6n-3; DHA) [1] . Two of the most important long-chain PUFAs, which are precursors of oxylipins with strong anti-and pro-inflammatory properties, are EPA and ARA [3] . Most of the pro-inflammatory molecules involved in cell signaling cascades are generated from ARA, whereas the anti-inflammatory ones are derived from EPA [4, 5] . Oxylipins derived from EPA are generally less potent or produced less efficiently than the analogous oxylipins derived from ARA [6, 7] . ARA and EPA compete with each other for binding to COX-1 and COX-2. EPA is also an inhibitor of ARA oxidation by COX-1 (to a lesser extent by COX-2) to prostaglandin H2 (PGH2), and at the same time, ARA inhibits the conversion of EPA to prostaglandin H3 (PGH3). This close interaction between ARA and EPA modulates the production of thromboxane A2 (TXA2), thromboxane A3 (TXA3), prostaglandin I2 (PGI2), prostaglandin I3 (PGI3), PGH2, PGH3, and may have anti-inflammatory effects caused by the inhibition of the ARA metabolism [1] . LTA 4 , leukotriene A4; LXA 4 , lipoxin A4; 8(9)-EpETrE, 8,9-epoxyeicosatrienoic acid; 8,9-DiHETrE, 8,9-dihydroxyeicosatrienoic acid; PGG 2 , prostaglandin G2; PGH 2 , prostaglandin H2; TXA 2 , thromboxane A2; PGF 2α , prostaglandin F2α; 15-keto-PGF 2α , 15-keto-prostaglandin F2α; 11-HpETE, 11-hydroperoxyeicosatetraenoic acid; 11-HETE, 11-hydroxyeicosatetraenoic acid; MDA, malondialdehyde.
EPA is a precursor of well-known eicosanoids, such as the PG 3-series and TXs (COX) and 5-series leukotrienes (LTs) (LOX) [9] , as shown in Figure 2 . Figure 2 . Conversion of EPA into oxylipins by COX, LOX, CYP 450 pathways and by the non-enzymatic pathway. COX, cyclooxygenase; LOX, lipoxygenase; CYP450, cytochrome P450; PGF 3α , prostaglandin F3α; TXA 3 , thromboxane A3; PGH 3 , prostaglandin H3; PGG 3 , prostaglandin G3; LTC 5 , leukotriene C5; 5-HEPE, 5-hydroxyeicosapentaenoic acid; LTA 5 , leukotriene A5; 5-HpEPE, 5-hydroperoxyeicosatetraenoic acid; 18-HpEPE, 18-hydroperoxyeicosatetraenoic acid 18-HEPE, 18-hydroxyeicosapentaenoic acid; RvE 1 , resolvin E1.
Oxylipins play a major role in regulating inflammatory processes. Depending on the precursor (n-6 or n-3 PUFA), oxylipins can respectively initiate inflammation [10] [11] [12] or, on the contrary, be anti-inflammatory agents [13, 14] . In many tissues, oxylipins that originate from non-enzymatic autoxidation play the role of oxidative stress markers [15] [16] [17] . Additionally, oxylipins have a large influence on a diverse range of processes, such as ovulation, the initiation of labor, bone metabolism, nerve growth and development, wound healing, kidney function, blood-vessel tone, blood coagulation, immune responses [18, 19] , and play a role in pathological processes, see Table 1 . The important functions performed by oxylipins and their constant presence in biological fluids such as blood, urine, and cerebrospinal fluid (CSF), make them potential biomarkers [19] . However, the main problem in the study of oxylipins is their enormous heterogeneity associated with a large number of oxidation pathways. Depending on the type of oxidation, they form many different molecules with similar structures, chemistry and physical properties, which makes it difficult to simultaneously determine them using traditional methods [7, 45, 46] . In addition, most oxylipins are present at low concentrations and their detection and quantification require methods with high sensitivity [47] . Therefore, this review is aimed at describing the most popular methods of the preparation and extraction of oxylipins for quantitative analysis in various human and animal biofluids, solid tissues and cell cultures.
Sample Preparation

Sample Collection and Storage
Oxylipins are very unstable compounds, and this must be taken into account during the collection of materials for research. Since tissue degradation and free radical oxidation can occur within a few seconds, the material should be procured as quickly as possible: Tissue samples must be quickly frozen in liquid nitrogen, biological fluids collected and stored on ice prior to processing, and cells collected in cold solvents. Considering that non-enzymatic lipid peroxidation can occur even at −20 • C (degradation and loss of analytes have been found for some resolvins and prostanoids derived from DHA and EPA), all samples should be stored at −80 • C, and freeze/thaw cycles should be avoided [48] . To prevent this problem, some antioxidants can be used, and this is described below in Section 2.2. Golovko et al. observed that the storage of brain tissue powder at −80 • C for about four weeks resulted in a two-to four-fold decrease in PG mass [49] . Even the short storage of blood at room temperature before further processing has a huge impact on the concentration of several oxylipins in the plasma: After the storage of whole blood for 60 min, the levels of several oxylipins are greatly reduced (e.g., 15-HETE and 14(15)-EpETrE), whereas other analytes are formed ex vivo (e.g., PGE2) [50] . Leaving samples in the centrifuge for several minutes after centrifuging and prior to collection and freezing, can also lead to a significant decrease in the levels of some oxylipins [50] .
When using clinical material, attention should be paid to such a factor as the use of heparin in the treatment of patients, because it leads to heparin-induced phospholipase A2 activity and the elevation of oxylipin levels. In addition, it is advisable to collect the samples at the same time during the day, in order to reduce the potential impact of a circadian rhythm, which can affect several oxylipins, whose concentrations decrease during the day after the morning peak [51] . In serum, coagulation is, in part, mediated by the ARA cascade and causes a massive (ex vivo) formation of several oxylipins (TxB2, 12-HETE), also the detectability in the serum of low-concentration mediators (e.g., resolvins) is higher compared to plasma [50] .
In animal experiments, it is also necessary to consider the method used for the euthanasia of the animal and the subsequent processing of the brain sample. It was shown that during decapitation, the level of PGs in the brain of rats was 10-40 times higher than that of rodents euthanized by focused microwave radiation. This difference is primarily the result of the thermal inactivation of enzymes involved in the post-mortem formation of PGs, and to a lesser extent, the capture or destruction of PGs under the action of microwave radiation [49] . Microwave irradiation at a temperature of 70-80 • C prevents postmortem induction in brain eicosanoids and allows the measurement of true levels of eicosanoids, while problems such as significant PG heat-destruction or the trapping of denatured proteins were not detected [49] . In addition, in order to prevent further PG formation after death, the proteins may be heat-denatured in a boiling water bath for 5 min before analysis [52] .
Another problem associated with container transfer loss occurs when using, as a surrogate matrix, phosphate buffered saline (PBS)-methanol (MeOH) containing butylated hydroxytoluene (BHT)/ethylenediaminetetraacetic acid (EDTA) (called PMC). Due to the lipophilic nature of the oxylipins and the lack of protein in the PMC matrix, there may be nonspecific binding, which leads to the loss of analytes due to adsorption, especially to the hydrophobic surface of polypropylene materials during transfer with test tubes, bubbles and tips in sample preparation. Usually, these losses during sample preparation are compensated for by the calibration curve; however, with initially low levels of oxylipins in the sample and/or a long transfer time, there can be a significant loss of analytes [53] .
Various undesirable components may be present in blood collection tubes available on the market. Silicones can be used as stoppers lubricants or as internal surface coatings. To control the surface wetting density and viscosity surfactants (polyethylene glycols or polyvinylpyrrolidones) and polymeric gels are used. In addition, coagulation activators/inhibitors, polymers and plasticizers presented on the plastic tube walls and rubber stoppers can be added to this list. All the described agents released from plastic containers can be detected after matrix-assisted laser desorption/ionization time-of-flight (MALDI TOF) mass spectrometry and disturb the analysis results. [54] . Furthermore, some substances such as ultraviolet (UV) stabilizers from standard polyvinyl chloride tubes or plasticizers from standard polypropylene microcentrifuge tubes can interfere with liquid chromatography-mass spectrometry (LC-MS) applications [55, 56] and analysis by gas chromatography-mass spectrometry (GC-MS) [57] . Nevertheless, in the case of collecting urine samples, polypropylene tubes are used throughout the subsequent process to avoid the binding of eicosanoids to glass surfaces [58] .
Pre-Extraction Additives
Antioxidants
One of the problems that reduce the accuracy of the analysis of biological samples is the formation of oxylipins after sampling. To prevent this process from occurring, COX and soluble epoxide hydrolase (sEH) inhibitors can be used. For example, it is recommended to add 100 mM trans-4-[4-(3-adamantan-1-yl-ureido)cyclohexyloxy]-benzoic acid (t-AUCB) to inhibit the soluble epoxide hydrolase in human plasma. In addition, esterase and protease inhibitors are added to the samples to prevent enzymatic degradation or the formation of oxylipins. [59] . To prevent the formation of ex vivo eicosanoids in urine samples, indomethacin should be added to them immediately [58, 60, 61] . Furthermore, to prevent the oxidation and breakdown of oxylipins, plasma samples can be stored in MeOH containing Paraoxon-an acetylcholinesterase inhibitor, 12-(3-adamantan-1-yl-ureido)dodecanoic acid (AUDA)-an inhibitor of sEH, and phenylmethylsulfonyl fluoride (PMSF)-a serine protease inhibitor of thrombin [62, 63] .
Triphenylphosphine (TPP) and radical-scavenging BHT can be added to the tissues during sample collection [47, 64] . TPP was used to reduce peroxides to their monoatomic equivalents, and BHT was used to quench radical-catalyzed reactions. Both reagents prevent the conversion of PUFAs to peroxyl radicals [47] , and oxylipin degradation or formation (e.g., 11-HETE, 9-HETE, isoprostanes (IsoP)) by autoxidation during sample preparation [50] . In the analysis of lipids, different concentrations of BHT (0.005% to 0.2%) can be used [10, 47, 65, 66] . To assess the need for antioxidants, Golovko et al. analyzed three identical brain samples with 0.1% BHT, 0.005% BHT or without BHT added to the acetone and chloroform used in the extraction. It was found that using only 0.005% BHT prevents the reduction of the mass of 6-oxo-PGF 1 , whereas 0.1% BHT produces a precipitate in brain samples, which can clog the LC system [49] .
Considering the ability of hydroxylated lipids to be converted to glucuronides and other conjugates prior to isolation, Newman et al. incubated urine samples for 3 h at 37 • C with 400 units of Helix pomatia type H-1 glucuronidase to release dihydroxy lipids from their glucuronides [67] . Morgan et al., during the procedure of the synthesis of internal standards, used an addition of 10 µL of SnCl 2 (100 mM in water) per mL of sample before extracting lipids from samples with immune cells, for 10 min at room temperature before the extraction to reduce more hydroperoxides unstable to alcohols [68] .
Standards
In order to normalize the extraction efficiency and instrument response, the internal standard (IS) is added to the sample before extraction. Deuterated ISs play an important role in the extraction and storage process. Since the deuterated IS is either a similar lipid metabolite or a molecule with similar chemical characteristics, the IS will have the same extraction efficiency and decomposition rate as a lipid metabolite, which will allow the calculation of the amount that is lost as a result of the extraction process or degradation [69] . For oxylipin analysis by mass spectrometry (MS), a mixture of deuterated species is used, in addition to a sufficient number of deuterium atoms ( 2 H), and analytes can be labeled with 13 C atoms [70] . Because it is impractical to use an IS for each species analyzed, at least one IS for each lipid class is used, and is selected based on structural similarities [71] . Wang et al. used only 26 deuterated ISs for the analysis of 184 eicosanoids by ultra-high-performance liquid chromatography (UHPLC)/MS [72] . The most commonly used ISs are d4-PGE 2, d4-PGD 2, d8-12(S)-HETE, d8-5(S)-HETE, d4-PGF 2α, d4-LTB 4, d11-14,15-DiHETrE, d4-9(S)-HODE, d4-12(13)-EpOME, d11-14,15-EET, d11-8,9-EET and d11-11,12-EET [39, [73] [74] [75] [76] . Although it is important to choose ISs that are not altered during the extraction, Hennebelle et al. found that d4-PGE 2 used as the IS underwent degradation during the plasma preparation (hydrolysis process), and, as a consequence, oxylipins that were analyzed with d4-PGE 2 cannot be quantified. These included THF-diol, epoxy-keto-octadecenoic acid (EKODE), PGE 1 , PGD 1 , PGF 2α , PGE 2 , PGD 2 , PGJ 2 , PGB 2 , PGE 3 , PGD 3 , 15-deoxy-PGJ 2 , resolvin E 1 , 9,12,13-TriHOME, 9,10,13-TriHOME and 11,12-,15-TriHETrE [64] .
However, according to the variability of preparation procedures, the use of only one IS is not enough to overcome that problem, and several deuterated ISs can be used [51, 63, 77] . For example, Yang et al. used deuterated ISs for the extraction of prostaglandins, diols, epoxides and other oxylipins. ISs were added to the samples before extraction (d4-6-keto-PGF 1α , d4-PGE 2 , 10,11 DHHep, d6-20-HET-, d4-9-(S)-HODE, d8-5-HETE, d8-11,12-EET). After that, to calculate the recovery rates of each IS, another standard synthetic acid, 1-cyclohexyluriedo-3-dodecanoic acid (CUDA), was added before analysis [47] ; 1-phenylurea-3-hexanoic acid (PUHA) may also be added with CUDA as a quality marker for the analysis [73] .
Extraction Methods
It is not always possible to analyze a sample without first isolating the components from the natural matrix. At the same time, in order to reduce the lower limit of detection and increase the sensitivity of determinations, as a rule, it becomes necessary to concentrate them with respect to the matrix components present in the tissue under study. In this case, the separation procedures can significantly simplify the analysis and increase its selectivity, eliminating the influence of interfering impurities.
Considering that oxylipins are present in very low concentrations and that many species are very unstable at room temperature, sample preparation and extraction should be carried out in cold conditions [49, 78, 79] . Some oxylipins may also be formed during the extraction process. The homogenization stage may activate the synthesis of eicosanoids [49, 80] . Due to the high activity of the nonenzymatic and enzymatic processes in blood, urine, solid tissues, or other samples from humans and animals, they often contain very few intact PGs; therefore, sometimes measuring PG metabolite levels is more important [58] . Similarly, more meaningful results might be expected from the determination of oxidized plasma prostanoid metabolites, which are assumed not to be formed as rapidly during the sampling procedure compared to peripheral plasma prostanoid concentrations [81] .
Sample preparation includes steps such as adding solvents, acids and antioxidants; extraction; homogenization; centrifugation; the hydrolysis of esterified lipids; the derivatization process. In this review, we will focus on the most commonly used extraction methods that are implemented in the determination of oxylipins.
Protein Precipitation
The extraction of free oxylipins from a biological matrix, such as plasma or tissue, is difficult. Analytes have a wide polarity range and are prone to decomposition during auto-oxidation (all oxylipins) and when treated with a base (PG) or acid (epoxy-FA). If analyte concentrations significantly exceed the limit of quantitation (LOQ) of the instrument, the sample can be directly injected after protein precipitation (PPT) by dilution with organic solvents. However, most analyses require the pre-concentration of the samples using liquid-liquid extraction (LLE) or, most often, solid-phase extraction (SPE); however, in almost all cases, prior PPT is required [50] . In addition to removing the protein, adding an organic solvent to a biological fluid also disrupts the bonds between the metabolites and the proteins present in the solution. As a result, the obtained concentrations of metabolites are total metabolite concentrations equivalent to the sum of the bound and unbound (free) metabolite concentrations [82] . Additionally, PPT with acids can catalyze the hydrolysis of certain conjugates, such as glucuronides and sulfates [83] .
Satomi et al. compared PPT using different water-soluble organic solvents such as MeOH, ethanol (EtOH), isopropanol (IPA) or acetonitrile (ACN), followed by methyl tert-butyl ether (MTBE)-based lipid extraction, to determine which would be the best method for sample preparation for LC-MS-based lipidomics analysis. ACN deproteinization is less effective than alcohol, potentially due to insufficient protein denaturation, which causes lipid decomposition through lipase activation. Therefore, protein precipitation by alcohol was evaluated as the best lipid extraction method [84] . MeOH extraction was appropriate for partly hydrophilic lipid species, and IPA was effective for hydrophobic lipids such as triacylglycerols. The best approach to cover a wide range of lipid species using a simple preparation procedure, in practice, is thought to be EtOH extraction [84] .
Similar to lipid extraction, when using PPT for the extraction of oxylipins, various types of solvents can be used, their choice of which depends on the type of tissue and the class of the analyte to be determined [39] . PPT by adding two volumes of water-miscible organic solvents, such as MeOH, generally provides a high extraction efficiency (>90%) [85] . However, in the case of the analysis of eicosanoids, this extraction method is not very suitable due to the presence of eicosanoids in the samples at very low concentrations, and precipitation together with the proteins to which they bind unspecifically [85] . Lee et al. used methanol-based protein precipitation, which was followed by the LC-tandem mass spectrometry (MS/MS) analysis of 20 oxylipin levels in the serum of women with endometriosis [71] . Heemskerk et al. performed PPT by the addition of methanol to an adipocyte-conditioned medium or plasma to analyze adipose tissue PUFA synthesis and anti-inflammatory lipid and oxylipin plasma profiles using LC-MS/MS [86] . Although, according to Satomi [84] , alcohol precipitation is superior to that of ACN, other authors obtained good results using ACN [87] . Chocholoušková et al. applied ACN for the denaturation during the UHPLC/MS determination of oxylipins in human plasma and found a high efficiency of ACN in protein precipitation [39] . Zein et al. used ACN in PPT for the HPLC-electrospray ionization (ESI)-MS/MS analysis of free fatty acids, eicosanoids and docosanoids in human gingival crevicular fluid (GCF), saliva and serum [88] . In addition, Wang et al. used ACN PPT for the analysis of free arachidonic acid in plasma with the use of LC-MS/MS [89] .
For the most efficient protein removal, organic solvents such as MeOH and ACN can be combined with zinc sulfate [90] . Kortz et al. used PPT with a solution consisting of MeOH:zinc sulfate (4:1 v/v) before performing an online SPE-LC-MS/MS analysis of PUFAs and eicosanoids in human plasma [91] . Additionally, Klawitter et al., to measure concentrations of 15-F2t-isoprostane in human plasma and urine samples, used PPT with MeOH/zinc sulfate. Afterwards, the PPT samples were injected into the HPLC system and extracted online. No carry-over and no matrix inferences such as ion suppression or enhancement were observed [92] . Good results can also be achieved with serial PPT using different solvents. Bessonneau et al. compared the performance of the non-lethal in vivo solid-phase microextraction (SPME) sampling method for rat plasma with PPT (acetone/hexane/chloroform) for monitoring the time profile of blood eicosanoids. The results obtained for 12-HETE and ARA were significantly correlated with those obtained using conventional PPT [93] .
Liquid-Liquid Extraction
Liquid-liquid extraction (LLE) is a widely used sample preparation method for extracting all major classes of lipids, including phospholipids, ceramides, sphingomyelins, and cholesterol esters [94] . Until recently, the chloroform:MeOH Folch [95] and Bligh and Dyer [96] methods of extraction were the most common methods. In the Folch procedure, a 2:1 chloroform:MeOH mixture is added in a volume 20 times higher than that of the sample. The subsequent addition of saline solution allows a lower layer to be obtained consisting of all lipids, and an upper layer consisting of contaminants. At the final stage, a solution consisting of a chloroform:MeOH:water in a ratio of 8:4:3 is used to affirm lipid separation in the chloroform layer [95] . The adapted procedure of Bligh and Dyer differs in the amount of solvent used (3 mL of MeOH:chloroform mixture 2:1 per gram or mL of the sample). After stirring, 1 mL of chloroform and 1.8 mL of water were added to separate the solution into two phases. A shorter extraction time and the use of chloroform to re-extract tissue improves lipid yields compared to the Folch procedure [97] . However, the main disadvantage of the Folch et al. or Bligh and Dyer protocols is that they lead to the quantitative extraction of most lipids, including those that can be present in very high concentrations in biological tissues (cholesterol, triacylglycerols and phospholipids). High levels of these lipids can interfere with the analysis of oxylipins, which are usually present in very low concentrations [72] . Using the chloroform-MeOH or chloroform-methanol-water method, both hydrophilic and lipophilic substances can be extracted simultaneously; however, because using chloroform is problematic in LC-MS, such an approach requires the further removal of chloroform by lyophilization [82] . Another approach for the extraction of the main classes of lipids is separation using MTBE [98] . A comparison of the extraction efficiency of classes of lipids in human plasma by the MeOH, MeOH:EtOH (1:1) and MTBE methods shows the best result for the separation of lipids using MTBE (3,125 metabolites were detected using LC-TOF with C18 and HILIC columns in positive mode summary) [98] . There is little information about the use of MTBE for the extraction of oxylipins, but it is known that Rund et al. successfully used MTBE extraction for the analysis of IsoP and IsoF formed in HCT116 cells [59] .
Biofluids
When determining oxylipins in plasma, the ratio of plasma to precipitant is between 1:1.35 v/v to 1:4 v/v in various studies. The nature of the extraction solvent has a profound effect on the process extraction efficiency [82] . Various types of organic solvents can be used to extract oxylipins. In the Fleming Laboratory (Frankfurt, Germany), double extraction with ethyl acetate (EA) is used to determine levels of fatty acid epoxides in murine plasma or bone marrow extracellular fluid, obtained from flushed-out femurs. In addition, oxylipins were extracted from plasma with sodium acetate, followed by extraction with EA [99] . Using a modification of the Golovko acetone extraction method [49] , Pier et al. identified 10 different PGs in human ovarian follicular fluid [100] . For the determination of seven F2-isoP isomers among classes III, IV, and VI in the blood plasma of pregnant women, Larose et al. developed a method including hydrolysis by KOH, double pre-extraction with hexane, and consequent triple extraction with EA:hexane (3:1) [101] . Hall and Murphy used extraction by the Bligh and Dyer method, substituting methylene chloride for chloroform to quantitate production of 5-HETE, 5-HPETE, 5-oxo-ETE in red blood cell (RBC) ghosts [102] .
Solid Tissues
Unlike biofluids, the extraction of oxylipins from solid tissues is preceded by a homogenization process, which itself can activate the synthesis of some oxylipins. To prevent this, special additives may be used, see Section 2.2 [79] .
The most common LLE method for tissue extraction involving chloroform is the Bligh and Dyer method [78, 94] . However, due to the wide range of extracted lipids, matrix effects and the response of analytical equipment, the authors also used other solvents for LLE from tissue. In order to increase the extraction of eicosanoids, reduce chemical background noise and reduce the preparation time, Brose et al. changed the LLE protocol by replacing acetone:chloroform with MeOH. Using a smaller volume of solvents, modified single-stage extraction with MeOH resulted in a much higher (96.7 ± 9.9%) extraction of the internal standard, which may be the result of eliminating analyte loss through transfer/evaporation steps [52] . In another work, Brose et al. used LLE with acetone to extract prostaglandins and isoprostanes (PGE2, PGD2, isoPGE2 such as PGE2, entPGE2, 8-isoPGE2, 11β-PGE2, PGD2, and 15(R)-PGD2) from murine brain [103] . Urban et al. established that for the extraction of PGs from pig brain tissue, the use of an EtOH:10 mM phosphate buffer (85:15) as the extraction solvent, showed better results compared to EtOH:dichloromethane (1:1), MeOH:10 mM phosphate buffer (85:15) and 10 mM phosphate buffer [104] .
Cell Cultures LLE with hexane:EA is very often used for studying endogenous oxylipins from cell cultures. Yang et al. used this method to investigate levels of PGD2, 15-keto-PGE2, 13,14-dihydro-15-keto-PGE2, PGD3, 8-iso-PGE2, 8-iso 15-keto PGF2α, PGF3 α, and 8-iso PGF3 α in human non-small-cell lung cancer cells (A549) and human colon carcinoma cells (DLD-1) [66] . Kempen et al. used hexane:EA (1:1, v/v) LLE for the quantification of ARA metabolites (PGE2, 11-HETE, 5-HETE,12-HETE) from human lung cancer cells H1299 and A549, and a rat leukemia cell line RBL-1 [105] . In addition, using hexane:EA (1:1, v/v) LLE, Schroeder et al. analyzed endogenous levels of eicosanoids (PGE2, 5-HETE, 12-HETE, 15-HETE, and 13-HODE) in cell lysates of squamous cell carcinoma cell lines of the head and neck (HNSCC) [106] . Morgan et al. used the hexane:IPA:acetic acid (HAc) LLE procedure to measure esterified oxylipins generated by immune cells: hydro(pero)xyeicosatetraenoic acids (H(p)ETEs), hydroxyoctadecadienoic acids (HODEs), hydroxydocosahexaenoic acids (HDOHEs) and keto-eicosatetraenoic acids (KETEs), attached to either phosphatidylethanolamine (PE) or phosphatidylcholine (PC). Using this extraction method allows the simultaneous monitoring of up to 23 different oxylipins, with better recoveries of standards and analytes than the classical Bligh and Dyer method [68] . Michaelis et al. used LLE with hexane/EA (1:1, v/v) to determine cytochrome P450 (CYP) epoxygenase-derived epoxyeicosatrienoic acids (EETs) in bovine endothelial cells [107] . PGD2 and PGE2 were measured by Cao et al. in culture supernatants from A549 cells and RAW 264.7 cells after hexane/EA (1:1, v/v) extraction [108] . All extraction steps must be performed under conditions with minimal light levels to reduce the potential for the photodegradation of the eicosanoid metabolites [106] .
Solid-Phase Extraction
The basis of the SPE method is the selective separation of analytes between the liquid and the solid phase. The main goal is to remove the compounds that cause matrix effects during the analysis and to concentrate analytes, thus increasing the sensitivity as well as improving the detection limits. By removing interfering compounds and impurities, SPE thereby protects analytical systems and increases efficiency, and when proper solvents are used for elution, tunable selectivity becomes possible [97] . The most commonly used SPE cartridges may be reversed phase (RP) (C18), normal phase (silica) and ion exchange (anion or cation) phase. The basic principle for the use of reverse-phase SPE is that aliphatic fragments in oxylipins can interact with non-polar stationary phases. Silica retains polar compounds, typically used for sample clean-up. Anion-exchange polymer-based resins selectively retain oxylipins based on both hydrophobic and anion-exchange interactions. Polymeric sorbent (containing both lipophilic and hydrophilic functional groups) allows the retention of more lipid metabolites [109] , see Figure 3 . Usually, the process consists of several stages. At the first stage, the cartridge containing the solid sorbent is conditioned with a suitable solvent. Then, a tested sample is loaded onto it and subsequently, analytes bind to the sorbent. In the next step, the cartridge is washed to remove unwanted impurities.
At the last stage, the analytes are eluted from the cartridge with a solvent, which is selected taking into account the chemical and physical characteristics with respect to the analyte [110] .
Biofluids
Blood/Serum/Plasma Serum and plasma samples can be directly loaded onto the SPE cartridge [51, 76] ; however, they usually require pretreatment, since analytes can be bound to proteins, which reduces SPE extraction. To break the bonds between the analyte and the protein, one of the following methods can be used: Changing the pH of the sample to the extreme (pH < 3 or pH > 9) with acids or bases in the concentration range of 0.1 M or more, the above-described protein precipitation using polar solvents (ACN, MeOH or acetone), and treatment with acids or inorganic salts (formic acid (FAc), perchloric acid, trichloroacetic acid, ammonium sulfate, sodium sulfate or zinc sulfate). Less commonly, ultrasonic treatment of biological fluid for 15 min is used [109] . The calcium chelator, EDTA, which can sequester calcium ions and then inhibit phospholipase A2, is used to prevent the ex vivo formation of eicosanoids during the preparation of plasma samples [78] . Oxylipins can either be bound to circulating plasma proteins, such as albumin or can be included in lipoproteins, and may be released during the elution step (e.g., EETs) [111] . This is due to the dissociation of fatty acids from lipoproteins or albumin as a result of the denaturation of proteins by MeOH as an eluent of SPE. It can lead to an overestimation of oxylipin levels, so it is very important to use a sufficient number of IS during the extraction [72] .
Considering the fact that there are a wide variety of sample preparation methods for the efficient pre-concentration and extraction of oxylipins from the matrix, Ostermann et al. compared SPE protocols on various cartridges for the analysis of free (non-esterified) oxylipins in human plasma [112] . Classical reverse-phase (RP) material was compared to novel polymeric stationary phases with polar groups, such as Strata X (Phenomenex, Torrance, CA, USA) or Oasis HLB (Waters, Eschborn, Germany). For the extraction of weakly acidic oxylipins from biological samples, materials with anion-exchange properties were used. Compared with other described sample preparation methods, the SepPak tC18 SPE protocol from Serhan lab (Boston, MA, USA [113] ) and SPE column (6 mL, 500 mg, 37-55 µm; Waters, Boston, MA, USA), most effectively extracted free oxylipins from plasma, and for many analytes (especially for non-polar epoxides), this protocol gave the highest peak area [112] .
However, the extraction efficiency depends not only on the type of column used but also on the SPE conditions (solvents used for column conditioning, washing and elution). Galvão et al. compared their own method of extracting eicosanoids from plasma samples by SPE using Sep-Pak C18 cartridges (500 mg, 2.8 mL) with two previously published methods, in which EtOH, hexane and EA were used for washing and elution. The selection criteria were: A lower consumption of organic solvents and a greater recovery of eicosanoids. Using 2 mL MeOH, 2 mL water/0.1% HAc for column conditioning, 2 mL water/0.1% HAc for the removal of impurities and 2 mL MeOH/0.1% HAc for sample elution, they achieved a better recovery compared with other methods, especially for the extraction of LTs, HETEs, and lipoxin (LX) A4 [114] .
Urine
Before target extraction, urine samples can be diluted with a buffer with an appropriate pH or with water. [115, 116] . To better dissolve compounds from urine, acid or base hydrolysis is used for basic and acidic compounds, respectively. The urine is heated for 15-20 min after adding a strong base (for example, 10 M KOH) or an acid (usually concentrated HCL), then cooled and diluted with the buffer, and the pH is adjusted accordingly for the SPE procedure. Enzymatic hydrolysis can also be used [109] . For extraction, organic acids are suggested, since mineral acids promote the faster dehydration of urine PGE2 to PGA2 [58] .
Sterz et al. compared SPE methods when developing a method for the quantitative determination of seven types of eicosanoids in urine. Each tested SPE cartridge allowed the extraction of all types of eicosanoids (except 12-HETE). C18 RP-SPE (Bond Elut C18) was ideal for extracting LTE4 and 12-HETE. Polymeric SPE (Oasis ® HLB, Waters, Eschborn, Germany and Strata X33u, Phenomenex, Aschaffenburg, Germany) was favorable for the extraction of 2,3-dinor-TxB2 and 11-dehydro-TXB [117] . Polymeric RP/strong anion exchange SPE (Oasis ® MAX, Waters, Eschborn, Germany) was good for most analytes (optimal for extracting PGG2α species and tetranor PGE-M). Polymeric RP/weak anion exchange SPE (Easy cartridge) showed the worst results for the extraction of eicosanoids compared to all the others [117] . Medina et al. carried out a study of three types of different SPE cartridges: Strata X-AW (100 mg, 3 mL; Phenomenex, Torrance, CA, USA), C18 Sep-Pak classic cartridge, and OasisHLB (both 200 mg, 6 mL; Waters, Milford, MA, USA), in order to establish the most efficient one for the extraction of 13 eicosanoids in human urine [118] . The best recovery was shown for Strata X-AW cartridges (93-107%), when the recovery for Oasis HLB and C18 Sep-Pak cartridges was between 59-71%. Due to the weak ion-exchange interaction of the resin, Strata X-AW provided better reproducibility while the other types of cartridges showed unrepeatable extraction, which depended on the IsoPs nature [118] .
Other Biofluids Practically any biological fluid from which it is necessary to extract oxylipins can be subjected to SPE. Gouveia-Figueira et al. used Waters Oasis HLB SPE cartridges (60 mg, 30 µm), with the elution of 3 mL ACN, 2 mL MeOH, and 1 mL EA to isolate oxylipins in bronchial wash and bronchoalveolar lavage samples [119] . Panthi et al., to develop an optimal method for isolating lipid mediators of inflammation in the tear film, compared different PPT and LLE techniques with one SPE method. Only in the case of SPE (Strata X-AW, 33µ polymeric weak anion; Phenomenex, Torrance, CA), it was possible to isolate six analytes of PG and IsoP in small volumes of tears [120] . Using SPE (Sep-Pak C18, 500 mg, 6 mL; Waters, Boston, MA, USA), Giera et al. extracted several important lipid mediators in human synovial fluid [121] . SPE cartridges (HyperSepRetain PEP; Thermo Fisher Scientific, Waltham, MA, USA) were also useful to exclude impurities in the case of the preparation of platelet-rich plasma samples [122] . Wang et al. used SPE (C18 column, 500 mg; Biotage, Uppsala, Sweden) to isolate oxylipins generated by phagocytes from blood plasma [123] .
When examining the levels of oxylipins in human milk samples, the pre-extraction procedure is not necessary. For sample preparation for SPE, only double centrifugation is required to remove the fat layer [124] . Robinson et al. used SPE to determine oxylipin levels in human milk. Using Oasis HLB 96-well plates for SPE (Waters), they quantified eighteen oxylipins: 6-keto-PGF1α, TXB2, PGE2, LXB4, LXA4, LTB4, 15-hydroxyeicosatetraenoic acid (HETE), 12-HETE, 5-HETE, resolvin (Rv) D1, RvD2, 7(S)-maresin (MAR) 1,7(R)-MAR1, protectin D1, protectin DX, 18-hydroxyeicosapentaenoic acid (HEPE), 14-hydroxydo-cosahexaenoic acid (HDHA), 17-HDHA [125] . For the same purposes, Wu et al. used Oasis HLB cartridges (60 mg, 30 µm; Waters, Milford, MA, USA), which allowed the extraction and simultaneous detection of 31 oxylipins from human milk [124] . Thus, SPE is a popular method for extracting and concentrating oxylipins from various biological fluids due to the high efficiency it displays with respect to removing impurities from the sample.
Solid Tissues
Solid tissues also need some pretreatment. They are homogenized either in water, in a polar organic solvent (e.g., MeOH or ACN), or in mixtures of water with these solvents, for RP or ion exchange cleanup procedures. Together with the iron chelator EDTA, diethylenetriaminepentaacetic acid (DTPA) may be included in the extraction process before homogenization to limit the formation of eicosanoids [79] . Care must be taken with the choice of pH for extraction. Despite the fact that acidic conditions stabilize the free carboxylic acid form of eicosanoids, and reduce protein binding [126] , eicosanoids can be altered by the extraction procedure at extreme pH values [127] . Tissue extracts obtained with mid-polar to non-polar solvents can be processed using normal-phase SPE procedures. After centrifugation or filtration to remove the precipitated proteins and solids, the pH of the sample may need to be adjusted. The analyte may adsorb onto the SPE packing or alternatively, it may simply pass through, free from interferences [109] .
Among solid tissues, oxylipin levels are most often examined in brain tissue that has high moisture and fat contents. This must be taken into account when choosing the extraction solvent for such lipophilic oxylipins as eicosanoids because they will bind to fats. Solvents for the SPE of eicosanoids from brain tissue must dissolve the eicosanoids, permeate the matrix of the brain tissue, destroy the tissues, release the eicosanoids and, finally, cause protein precipitation [126] . For the extraction of oxylipins from rat brain, different authors successfully used various methods and types of cartridges: Arnold et al. used Bond Elut Certify II columns to identity EETs in rat brain [9] ; Masoodi et al. used C18-E columns (500 mg, 6 mL; Phenomenex, Macclesfield, UK) for the analysis of LTs, resolvins, protectins and related hydroxy-fatty acids in rat brain [113] [128] . Le Faouder et al. optimized the sample preparation and the extraction process with an extraction yield of 80%, ranging from 65% to 98%. Using SPE on a C18 cartridge (15 mL, 200 mg; Macherey Nagel) they obtained the separation of 26 PUFA derivatives in colonic tissues of mice [129] . Weylandt et al. used SPE with an anion exchange column (Bond Elut Certify II; Agilent, Santa Clara, CA, USA) to determine the profile of lipid mediators formed from PUFAs (18-HEPE, 17-HDHA,15-HETE) in mouse liver [130] . Jelińska et al. successfully used SPE cartridges (Bakerbond C18, 3 mL, 500 mg, from J.T. Baker. Hampton, NH, USA) to extract eicosanoids (13-HODE, 9-HODE, 15-HETE, 12-HETE, 5-HETE) and PGE2 from 7,12-dimethylbenzanthracene (DMBA)-induced tumors in rats for further LC-MS/MS analysis [131] .
Cell Cultures
Cell culture media also require the dilution of the media with water or a buffer at the proper pH to ensure that the analyte is freely dissolved in the sample. If a particulate-laden cell culture medium is difficult to pass through the SPE device, it may need to be vortexed and centrifuged prior to SPE [109] . The direct analysis of oxylipins from the culture medium is complicated by the fact that they can be rapidly metabolized in vitro (e.g., PGE2 and PGD2) [58] . SPE has been widely used for the analysis of oxylipins in cell culture supernatants and lysates and showed greater efficiency both in the number of analytes found and in the values of recovery, lower limits of detection (LLOD) and lower limits of quantitation (LLOQ) [2, 85] compared to LLE. Deems et al. developed a procedure for isolating eicosanoids from media and cells from a cell culture. After the medium collection, the eicosanoids were isolated from medium by SPE using Strata-X SPE columns (Phenomenex, Torrance, CA, USA), which allowed over 60 discrete chemical species of eicosanoid to be identified [132] . Wang and DuBois used 6 mL Sep-Pak C18 cartridges (Waters Associates) or a 6 mL octadecyl silica (ODS) column to extract eicosanoids from the cell-free culture medium. More polar materials were removed by subsequent elution with 15% aqueous EtOH. After extraction, the recoveries of 6-keto-PGF1α, TXB2, PGE2, PGF2α, LTB4, LTC4, 5-HETE, 12-HETE, and 15-HETE were 90.5%, 90.6%, 92.5%, 98.1%, 86.1%, 98.3%, 95.3%, 99.8%, and 92.8%, respectively [58] . Le Faouder et al. optimized the sample preparation and the extraction process with extraction using SPE on a C18 cartridge (200 mg, 15 mL; Macherey Nagel), and obtained the separation of 26 oxylipins in human Caco-2 epithelial cells and human primary foam cells [129] .
LLE or SPE?
LLE is a widely used method of sample preparation for the extraction of target compounds from aqueous samples; however, when compared with SPE, in samples prepared by LLE a wider peak of phospholipids appeared during the LC-MS analysis [89] . Considering that the SPE method is more suitable for processing a large number of samples, SPE has become a popular method of sample preparation in terms of reproducibility, less use of organic solvents and ease of use. In addition, SPE is very compatible with automatic analysis systems [89] . Although LLE extraction efficiency is usually higher than SPE, many endogenous impurities are extracted using LLE, which can affect separation and quantification [72] . Among the disadvantages of LLE with organic solvents is the poor extraction of hydrophilic compounds, such as PGs and LTs, compared to SPE [53] . SPE has been shown to provide better purification and enrichment than LLE [97] . The disadvantages of SPE are the high cost of SPE cartridges, the fact that it is time-consuming (depending on the procedure used), and the fact that for unstable eicosanoids a long extraction process can be detrimental for further accurate analysis [126] .
Often LLE is not used separately, but precedes subsequent SPE to improve the purification of oxylipins [133, 134] . Tajima et al. extracted total lipids from the tissues of the right hemisphere of the mouse brain using the Bligh and Dyer method with minor changes and for the further isolation of oxylipins, samples of the aqueous layer were subjected to SPE [135] . However, when comparing the SPE and LLE methods, different authors obtain ambiguous results about how the efficiency of extraction is influenced not only by the choice of solvent for LLE and the cartridge model for SPE. Furthermore, the type of tissue and examined analytes may influence the SPE and LLE efficiency. Sterz et al. compared the LLE and SPE methods for the isolation of eicosanoids from urine and found that LLE allows all analytes to be extracted; however, the extraction efficiency increased with decreasing urine pH (optimal at pH 4). Despite the fact that the signal intensity for some analytes was lower when using LLE than SPE, the best signal-to-noise (S/N) ratios were achieved after LLE over the complete range of analytes [117] . Rago and Fu compared LLE by HAc/IPA/hexane (2:20:30, v/v/v) with SPE (Oasis ® HLB, Milford, MA, USA) for the extraction of eicosanoids from human and monkey plasma samples. The SPE method showed better recovery and reproducibility than the LLE method [136] . In the case of polar eicosanoids (LTB4, PGD2, PGE2, PGF2α, 13, 14-PGE2 and 8-iso PGF2α), the extraction recovery rate was, on average, 63% enhanced when using SPE [136] . Additionally, when comparing LLE extraction with sodium acetate [99] using six different SPE methods, Ostermann et al. considered LLE as an inappropriate sample preparation for the analysis of oxylipins in plasma [112] . However, Golovko et al. demonstrated that the extraction of PGs from tissue with acetone, followed by LLE, significantly increased the sensitivity level of the LC-MS/MS analysis compared to other extraction methods, due to a significant reduction in the background chemical noise. Dissolving the residue from the lipid extracts of n-hexane:IPA with acetone is less time-consuming and expensive compared to cleaning C18 cartridges. Besides this, PGs are more stable in n-hexane:IPA extracts [49] . Based on the above, in recent years, SPE has more often been chosen for oxylipin analysis than LLE; however, the extraction method finally applied should depend on the studied oxylipin groups.
Most SPE cartridges and extraction procedures used for the purification of oxylipins are presented in Table 2 Human plasma (300 µL)
Sep-Pak C18 (2.8 mL, 500 mg) Bond Elut Certify II + 0.5 mL distilled H 2 O + 0.5 mL MeOH + 300 µL (100 µL for plasma) 10 M NaOH, 60 • C, 20 min + 300 µL 60% HAc + 2 mL 1 M sodium acetate buffer (pH 6) adjusted to pH 6 centrifugation 2 mL MeOH 2 mL 5% MeOH, 0.1 M sodium acetate (pH 7)
Human whole-blood and platelet-rich plasma (250 µL)
HyperSep Retain PEP dilution with 5% MeOH, 0.1% HAc with 0.009 mM BHT 5% MeOH, 0.1% HAc 2 × 5% MeOH, 0.1% HAc 1 mL EA 1 mL MeOH [122] 
New Approaches in Oxylipin Extraction
Although SPE is currently the most widely used method for extracting oxylipins, much attention is paid to the development of solvent-free and miniaturized extraction systems. These new methods include stir-bar-sorptive extraction (SBSE) and liquid-phase microextraction (LPME), but the most popular in oxylipin research is solid-phase microextraction (SPME), used for matrices like blood [93] , urine [152] and plasma [153] . The advantages of miniaturization include minimal use of solvents and a small sample volume; however, a very small sample volume can cause problems such as insufficient sensitivity. Typically, SPME and SBSE are used in combination with GC analysis, but they can also be used in combination with LC. LPME can be used with both GC and LC [154, 155] .
Another new solution in the extraction methods of oxylipins is the semi-automatic microextraction by packed sorbents (MEPS) technique. Unlike conventional SPE, the MEPS sorbent bed is integrated into a liquid handling syringe, which allows work with low sample extraction and washing solvent volumes, and manipulations are performed either manually or in combination with laboratory robotics MEPS [156] . Perestrelo et al. showed good selectivity and sensitivity (LOD 0.37 ng/mL and LOQ 1.22 ng/mL) for the measurement of urinary LTB4 using the MEPS technique with a new digitally controlled syringe (eVols) combined with UHPLC [156] . In this study, they compared the performance of the eight MEPS sorbent materials, and porous graphitic carbon (PGC) sorbent was chosen for the MEPS procedure because it provided better extraction efficiency and reproducibility. The study showed that the developed method is accurate and offers simplicity, reduced sample preparation and analysis time, low cost and minimal consumption of extraction solvent compared with traditional methodologies [156] .
A promising alternative to classical SPE and LLE can be deproteinization using ferromagnetic particles, as this is a fast procedure suitable for a large number of samples. In addition, there is no need for centrifugation, a vacuum or pressure. Suhr et al. demonstrated high-efficiency ferromagnetic particle enhanced deproteination in combination with online SPE for the sample clean-up of seven eicosanoids in human plasma samples. Before protein denaturation using ACN, the ferromagnetic bead suspension was added to the sample. High-speed vortexing leads to the binding of the denatured proteins to the surface of the particles, simultaneously forming a pellet after being placed on the magnetic separator [157] .
Dried blood spot analysis (DBS) is becoming a popular method. A small drop of whole blood is placed on filter paper and air dried. Then, analytes are removed from the spot by solvent. Benefits include the use of smaller sample volumes (20-25 µL of whole blood), ease of collection, and simplified transport and storage requirements; among the disadvantages are limited stability of the analyzed substances on the filter paper and background interferences from the paper strongly interact with the metabolites [82] . The most common solvent is MeOH. However, the partial pre-addition of water can increase the efficiency of organic extraction by reducing the interaction between the cellulose and the hydroxyl groups of the target analyte with water [158] . Hewawasam et al., during the extraction of DBS with 80% aqueous MeOH, quantified 21 biologically significant oxylipins. This method has a higher LOD compared to other recently described methods, but the LOD value is suitable for a quick and routine analysis of a number of oxylipins in DBS samples [65] .
To minimize human intervention and provide high precision, accuracy and throughput in the quantitative determination of eicosanoids, Ferreiro-Vera et al. used an online SPE-LC-MS/MS analysis method based on direct injection of the biofluid into an automated SPE workstation, where sample desalting and deproteinization occur. After this, the resulting eluate is directly injected into the LC-MS analyzer without affecting the electrospray performance [159] . Wagner used the online SPE-LC-MS system equipped with two quaternary pumps and an external Rheodyne MX Series II switching valve, and the UHPLC System and a Strata-X SPE-cartridge (20 × 2.0 mm, 25 µm; Phenomenex, Germany) for the MS detection of 8-iso-PGF2α [160] . Kita et al. used a column-switching reversed-phase LC-MS/MS technique for the quantitation of eicosanoids in murine macrophage-like RAW264.7 cells [161] . Using LC10AD pumps (Shimadzu, Kyoto, Japan), a 3033 autosampler (Shiseido, Tokyo, Japan), and an electrically controlled six-port switching valve, they combined isocratic conditions to achieve three-step gradient separation. They used a tee connector for the online dilution of samples to obtain optimal concentrations of MeOH and FAc, which allowed for the analysis of 14 lipid mediators within 10 min (throughput of 96 samples/24 h) with maximum sensitivity and minimal carryover [161] . Using online SPE-LC-MS/MS analysis, Kortz et al. profiled seven PUFAs and 94 oxidized metabolites in human plasma with a total analysis time of 13 min per sample [91] .
Since anion-exchange SPE is not suitable for the extraction of polar lipids such as PG and TX, Sanaki et al. developed a new approach for the analysis of oxidized fatty acids in mouse lung homogenate samples using LC-MS/MS combined with mixed-mode extraction with a spin column [139] . The method is based on the adsorption of oxylipins in neutral conditions on a column (which contained trimethylaminopropyl and octadecyl groups bonded to silica), and all processing procedures (sample loading, washing and elution) were carried out by centrifugation. Mixed-mode SPE allows extraction efficiencies to be obtained of ≥70% for 61 oxylipins and is much more effective compared to RP-SPE. Moreover, the extraction time was reduced from 1 h per six samples to 10 min, and the use of organic solvents was reduced from >20 mL per sample to <1 mL per sample [139] .
Derivatization Process
The derivatization step is determined by the chosen analytical method. For liquid chromatography (LC) using spectrophotometric and fluorimetric detectors, derivatization allows compounds to be obtained which are sensitive to these types of detectors [162] . Derivatization can also be used as a diagnostic tool to determine which functional groups exist in the oxylipin molecule (hydroxyl groups, carbonyl groups, etc.).
HPLC coupled with fluorescent detectors (HPLC-FLD) requires analytes to be derivatized into a complex that fluoresces, as these compounds contain no aromatic or naturally fluorescing systems. A simple derivatization reaction with ADAM (9-anthryl diazomethane) and the fluorescent detection of the resultant product (ADAM can be used to derivatize -COOH groups) was originally used for the analysis of PGs and was later used for the derivatization of eicosanoids before HPLC separation [163] . Nithipatikom et al. used SPE followed by derivatization with 2-(2,3-naphthalimino)ethyl trifluoromethanesulfonate (NE-OTf) to determine 14,15-EET, 11,12-EET, and a mixture of 8,9-EET and 5,6-EET from bovine coronary artery endothelial cells using HPLC-FLD [164] . Yue et al., using derivatization with NE-OTf, developed a method for the HPLC-FLD detection of bioactive eicosanoids including PG, DiHETrE, HETE, EET, and ARA from rat cortical brain tissue [126] .
In the case of HPLC equipped with an ultraviolet detector (HPLC-UV), the analytes must have an active chromophore. Some eicosanoids have specific chromophores such as LTs (which contain conjugated triene) but many eicosanoids do not have any active chromophores (i.e., prostanoids) [97] . Chavis et al. used RP-HPLC with a UV detector (237nm) for the quantification of 5-HETE and 12-HETE in human plasma without derivatization [165] . Aghazadeh-Habashi et al. used derivatization with NE-OTf for the simultaneous quantification of eicosanoids in human plasma and rat heart and kidney by the HPLC method using fluorescence detection [166] . Yue et al. coupled the derivatization of eicosanoids with fluorescence detection using RP-HPLC to determine bioactive PGs, EETs, DiHETEs and HETEs in rat brain tissue, and achieved limits of detection (LODs) and LOQs ranging from 2-20 to 20-70 pg on the column, respectively [126] .
Derivatization could lead to a better separation efficacy and improved MS detection. Bollinger et al. describe a new derivatization reagent N-(4-aminomethylphenyl)pyridinium (AMPP). The conversion of the carboxylic acid of eicosanoids to a cationic AMPP amide enabled detection in positive-ESI mode, and manifold improvements in the sensitivity of LC-ESI-MS/MS detection [146] . Meckelmann et al. evaluated whether pentafluorobenzyl (PFB) derivatization and electron capture atmospheric pressure chemical ionization (ECAPCI) (−) or AMPP derivatization and ESI (+) could improve the RP-LC-MS/MS analysis of oxylipins in human plasma, and found that PFB derivatization led to a low sensitivity (LOD~10 nM, 100 fmol on the column, 32 pg on the column) and thus was not suitable for detection by the MS instrumentation used. Compared to AMPP/ESI (+), direct ESI (−) yielded a higher sensitivity for several OH-PUFAs, but it did not result in better analytical performance [167] . This discrepancy with the results obtained by Bollinger et al. may be explained by the different MS instrumentation (Waters triple-quadrupole (QqQ) vs. Sciex QqQ) because the Waters QqQ instruments used (Premier and Quattro) are significantly more sensitive in the positive mode than in the negative ESI mode [167] .
GC derivatization is associated with obtaining more volatile compounds, reducing the polarity of functional groups, and as a consequence, improving the chromatographic properties of a substance, or obtaining specific products for a particular type of detector [168] . Some examples of derivatization methods are: N-acylation, methoxyamine formation, esterification, and trimethylsilyl (TMS) ether formation [127] . After the derivatization step, many analytes can be detected simultaneously. However, on the other hand, eicosanoid volatility is increased by derivatization, together with polarity and thermal lability; therefore, GC-MS is applicable mainly to eicosanoids, including the catalytic reduction of highly polar, nonvolatile and thermally labile cysteinyl LTs [18] . In contrast to the quantitative analysis of fatty acids, where only one step of derivatization is required (e.g., methyl, trimethylsilyl or PFB esters of fatty acids), one-step derivatization is not suitable for all oxylipins due to the presence of different functional groups [80] . In the GC-MS and GC-MS/MS analysis of eicosanoids, derivatization with fluorine-rich reagents such as PFB bromide is required, because eicosanoids have two or three thermally labile chemical functionalities, i.e., carboxylic, hydroxylic and keto groups [80, 137] . ECAPCI-MS analysis of fatty acyls which have been derivatized as PFB esters is more sensitive compared to ESI analysis of underivatized fatty acyls enabling the efficient normal-phase chiral separation of oxylipins [169] . Knott et al. used esterification with PFB bromide, methoxylation and finally, trimethylsilylation with N, O-bis(trimethylsilyl)-trifluoroacetamide (BSTFA) for GC analysis of PGs in human synovial cells and chondrocyte cultures [170] . Additional derivatization of hydroxyl-groups with N-methyl-trimethylsilyl-trifluoroacetamide (MSTFA) to TMS-ethers made the highly polar oxylipins suitable for GC separation and, at the same time, provided further information for structure elucidation [171] . Fulton found that the conversion of 5,6-δ-lactone to 5,6-DHT permitted convenient derivatization with PFB and more sensitive GC-MS without the need for further purification of biological samples obtained from perfused kidney [60] . However, in the case of LTB4, HPLC-UV and LC-MS, in contrast to GC-MS analysis, a previous derivatization procedure to determine LTB4 in biological fluids is not required, thus increasing recovery and reducing the time for sample pretreatment [156] . The main disadvantages of derivatization are the labor intensity, increase in the total procedure time, risk of thermal decomposition, instability of the derivatives and the lack of reproducibility of the yield of the derivatives, and also loss of analyte due to incomplete interaction, contamination with reagents and undesirable side reactions [78, 158, 172, 173] .
Methods of Oxylipin Analysis
Presently, there are many methods for measuring the levels of oxylipins in human biological samples. However, they all have certain limitations. This is primarily due to the fact that oxylipins are present in extremely low concentrations in biological matrices, have limited stability and are subject to degradation and auto-oxidation [65] . In addition, many oxylipins, especially those derived from the same original fatty acid, have very similar structures [80] . Therefore, their analysis requires rapid, highly-sensitive and accurate analytical methods [112, 174] , see Figure 4 . Various methods, including immunoassay, thin-layer chromatography (TLC), HPLC-UV, HPLC-FLD, GC-MS and LC-MS were used to analyze oxylipins. However, some of these methods are not specific or sensitive enough, and often require derivatization [53] . Currently, more often GC-MS and LC-MS are used for oxylipin determination. GC-MS has long been a common analytical technique for the quantitative and structural interpretation of eicosanoids; however, due to the cost of equipment and the difficulty in preparing samples, fewer laboratories use GC-MS [127] . GC-MS requires purification steps after derivatization to remove impurities formed during the derivatization process, which can make the analysis laborious, expensive and time-consuming [59] . Among the less frequently used techniques for the analysis of oxylipins, capillary electrophoresis with a photodiode array detector (CE-UV) can be noted, which was sufficiently sensitive to detect and measure EET and DHET enantiomers from murine liver (unlike chiral-phase HPLC) [111, 175] . The most popular method for detecting oxylipins is LC-MS. One of the reasons is that MS allows quantitative determination at very low levels in complex matrices. LC-MS gives a better separation of the isomers compared with HPLC-UV and immunoassay [97] .
Conclusions
Oxylipins play an important role in various biologic processes. A large number of enzymatic and non-enzymatic pathways lead to the formation of hundreds of oxylipins. Effective simultaneous determination of a large number of compounds is possible only during sample preparation by the PP, LLE and SPE methods, both individually and jointly. Modern sample preparation techniques make the analysis more economical and less invasive and time-consuming.
